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Abstract 
In order to better understand biological processes and thus understand and find better treatments 
for diseases, it is essential to have suitable bioimaging methods. One of these methods is confocal mi-
croscopy, which uses fluorescence. To confer fluorescence and thus study biological samples, many 
different types of fluorophores can be used. 
One of these types of fluorophores are nanoparticles, which have several advantages in compar-
ison with other fluorophores. However, the nanoparticles most traditionally used for obtaining biolog-
ical images use cadmium, which is very toxic. For this reason, different materials have been studied in 
order to conceive nanoparticles with high fluorescence and low toxicity, of which zinc oxide (ZnO) 
nanoparticles have generated considerable interest because, in addition to their good optical properties, 
these are also considered safe, being used in various areas and products such as sunscreens, cosmetics, 
and food packaging. Moreover, the ZnO nanoparticles are still very promising in medicine to be used 
in the fight against cancer and have antibacterial properties. 
However, as ZnO nanoparticles have a high band gap, their fluorescence mainly occurs when 
they are irradiated with low wavelengths, which are not commonly used in confocal microscopy or in 
biological samples. Due to this, throughout this thesis, ways of increasing the fluorescence of ZnO 
nanoparticles (by using longer wavelengths) will be studied, namely by doping them with europium, 
as well as the effects that different syntheses/doping concentrations influence other properties of these 
nanoparticles (such as morphology and crystallinity). To finalize, the fluorescence conferred to biolog-
ical samples through the use of the synthesized nanoparticles will also be analyzed through confocal 
microscopy. The obtained results were compared with those obtained with a commercial fluorophore. 
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Resumo 
De forma a melhor entender processos biológicos, e assim perceber e encontrar melhores trata-
mentos para doenças, é muito importante ter bons métodos para a obtenção de imagens biológicas. Um 
desses métodos é através de microscopia confocal a qual usa fluorescência. Para conferir fluorescência 
e assim estudar amostras biológicas, há muitos tipos diferentes de fluoróforos que podem ser usados.  
Um desses tipos de fluoróforos são nanopartículas as quais possuem várias vantagens em com-
paração com outros fluoróforos. No entanto, as nanopartículas mais utilizadas para a obtenção de ima-
gens biológicas usam cádmio, apresentando uma elevada toxicidade. Por este motivo, outros materiais 
têm sido estudados de forma a ser possível obter nanopartículas com elevada fluorescência e baixa 
toxicidade, sendo o óxido de zinco (ZnO) bastante interessante pois, para além das suas boas proprie-
dades óticas, as nanopartículas de ZnO são também consideradas seguras sendo usadas em diversas 
áreas e produtos como, protetores solares, cosméticos, e embalagens para comida. Para além disto, as 
nanopartículas de ZnO, mostram-se ainda muito promissoras em medicina para serem usadas na luta 
contra o cancro e apresentam propriedades antibacterianas. 
No entanto, devido ao elevado band gap das nanopartículas de ZnO, a sua fluorescência ocorre 
principalmente quando estas são irradiadas com baixos comprimentos de onda, os quais, por norma, 
não são usados em microscopia confocal nem em amostras biológicas. Desta forma, ao longo desta 
tese serão estudadas formas de aumentar a fluorescência das nanopartículas de ZnO (para maiores 
comprimentos de onda), nomeadamente através da dopagem destas com európio, assim como os efei-
tos que diferentes sínteses/dopagens influenciam outras propriedades destas nanopartículas (como 
morfologia e cristalinidade). Por fim a fluorescência conferida a amostras biológicas através da utili-
zação das nanopartículas sintetizadas será também analisada através microscopia confocal, tendo sido 
também comparadas as propriedades obtidas com as de um fluoróforo comercial.  
 
Palavras-chave: Nanopartículas de ZnO, Solvo-térmica, Európio, Fluorescência, Bio-imagem. 
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Motivation and Objectives 
As recent times have shown, having viable methods to understand biological processes and their 
interactions is very important to acquire a better understanding of diseases and, thus, to find better 
treatments and cures. 
One of these methods is fluorescence microscopy, which is a vital tool in life sciences, being the 
most common way to study dynamic cellular events. As the name indicates, this method uses fluores-
cence to obtain images of what is being analyzed. In most cases, it is necessary to confer fluorescence 
to the object in study through the use of fluorophores. 
One of the types of fluorophores that can be used is nanoparticles, which have several ad-
vantages compared to other fluorophores, like higher brightness, higher photostability and the capabil-
ity for carrying various sensing and therapeutic components. However, the nanoparticles most tradi-
tionally used in bioimaging are based on cadmium which is considered a highly toxic material. For 
this reason, nanoparticles that confer high fluorescence and low toxicity have been studied, from 
which zinc oxide nanoparticles have gained a lot of interest thanks to presenting several other ad-
vantages like anticancer properties. 
However, due to the high band gap of ZnO nanoparticles, their fluorescence mainly occurs 
when irradiated with low wavelengths, which are not commonly used in biological samples and on 
confocal microscopy since it can damage the samples and has a low penetration in tissues. 
In this way, the main objective of this work was the production of ZnO nanoparticles with fluo-
rescence properties, when irradiated with wavelengths regularly used on confocal microscopy, i.e., 
higher than 400 nm, as well as nanoparticles with satisfactory morphologies to be used as fluorophores 
in biological cells and thus these should present a spherical shape with small diameters, so that they 
are more rapidly absorbed by most of the cells.  
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Work Structure 
This dissertation is divided into four main parts: introduction, materials and methods, results 
and discussion, and conclusion. 
In the introduction section, it will, initially, be given an overview on bioimaging, fluorescence 
microscopy and some of the most used fluorophores, with the latter being then explored in greater de-
tail. Following that, the advantages and disadvantages that nanoparticles and, more specifically, ZnO 
nanoparticles have in comparison with other fluorophores will be analyzed. The introduction will be 
concluded by showing how it is possible to improve the fluorescence of the ZnO nanoparticles by dop-
ing them with europium.  
The synthesis protocols used to produce the nanoparticles and some of the studied parameters 
will be described in the materials and methods chapter, as well as the main experimental details used 
to characterize the samples. 
In results and discussion, a complete characterization of the different samples obtained through 
the various synthesis methods will be presented and analyzed. This part of the thesis is divided into the 
results that give mainly structural and morphological information and into the results concerning the 
optical properties, even though relations between these are expected.   
Finally, the main results of this work will be summarized. There will also be given some general 
conclusions regarding the use of ZnO nanoparticles in bioimaging and some future work possibilities. 
Annexes with additional information can also be found at the end of this dissertation. 
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1.   Introduction 
1.1 Bioimaging 
In order to better understand diseases and to find their cures, it is highly relevant to use methods 
like bioimaging, which allows a non-invasive visualization of biological processes and structures in 
real-time. There are several bioimaging methods, such as computed tomography, magnetic resonance 
imaging, positron emission tomography, and fluorescence imaging. These methods present different 
advantages and therefore are used in various applications, being, for example, fluorescence microsco-
py a very useful tool to monitor cell physiology (in live cells). [1] 
1.2 Fluorescence microscopy 
As mentioned above, fluorescence microscopy has become a very useful tool to monitor cell 
physiology due to attributes usually not available in other optical microscopy modes (like the use of 
fluorescent indicators). In this way, fluorescence microscopy enables the detection and localization of 
a minimal number of molecules in biological samples and the investigation of the spatiotemporal dy-
namics of cells, tissues, and developing organisms. This lead to fluorescence microscopy becoming 
indispensable in life sciences and has potentially made live-cell fluorescence microscopy the most 
common way to study dynamic cellular events. [1]–[7] 
In most cases, to perform fluorescent microscopy, it is necessary to incubate the samples with 
materials able to confer them fluorescence properties. These substances are called fluorophores (FPs) 
and their use allows the visualization of protein locations, to identify protein complex formation and 
changes in its shape and to monitor biological processes in vivo. This is possible by labeling the FPs 
through molecules such as protein, nucleic acid, and antibodies, being the FPs then used to detect (and 
mark) a specific target, i.e. to biolabel. [1]–[3], [8] 
Fluorescence occurs when there is luminescence (emission of light by any other form than due 
to the temperature of a substance, i.e., incandescence) through the absorption of photons (photolumi-
nescence). It differs from phosphorescent since fluorescence presents its emission almost immediately 
after excitation while, in phosphorescent, the absorbed energy can be stored for some time. In this 
way, so that fluorescence occurs, the fluorophore must be irradiated by a specific range of wave-
lengths, with sufficient energy to excite the electrons present on the FPs. This energy will be absorbed 
by electrons of the FPs, raising them to an excited state where some energy will be lost. The remaining 
energy will then be lost by the emission of photons of a longer wavelength (lower energy) than the 
excitation photons, being the emission light from the fluorophore of a different range of wavelengths 
than the excitation light (due to the loss of energy) (Figure 1.1). The difference between the excitation 
and emission energy is called Stokes-shift. [1]–[3], [8]–[10] 
A special type of fluorescence microscopy is confocal microscopy and through this method, the 
beam used is focused in a small area of the sample that will be scanned, and the out-of-focus light can 
be rejected from the image through the use of a pinhole (Figure 1.1). Thanks to this, it is possible to 
divide the sample into different focal planes allowing to obtain 3D images. In addition, confocal mi-
croscopy offers other advantages, such as having fewer artifacts induced by tissue processing, making 
it a very important technique in several areas. [11], [12] 
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Figure 1.1 - Basic schematic of the light path in fluorescence microscopy and the changes in electron 
state during photon excitation and emission.[13] 
1.3 Fluorophore types 
FPs are the most important part of fluorescence microscopy since, ultimately, the obtained in-
formation from the experiment is determined by the properties of the FPs (like their brightness and 
photostability). Thousands of FPs are available, being possible to divide them into two main catego-
ries, intrinsic (like aromatic amino acids and flavins) and extrinsic FPs. Extrinsic FPs, opposite to in-
trinsic, are the FPs that are not present in the sample and thus must be added to confer luminescence to 
the sample. In this way, extrinsic FPs will be the ones that will be referred to throughout this disserta-
tion. These FPs can be divided into many different types, such as classic organic dyes, lanthanide 
complexes, polymeric and dendrimeric dyes, metal-based dyes, fluorescent proteins, and nanoparti-
cles. [14], [15] 
Some important properties of the FPs are their probability of absorbing a photon (extinction co-
efficient); the ratio between the number of photons emitted by the PFs and the number of absorbed 
photons (quantum yield); stokes shift (difference in wavelength between the excitation and emission 
energy); and their brightness (extinction coefficient × quantum yield). The brightness of the FPs de-
pends on several factors such as pH, temperature, and the intensity of the excitation light, being the 
brightness directly proportional to the intensity of the excitation light. However, high intensities of 
excitation light can lead to photobleaching of FPs, which is the irreversible loss of fluorescence abil-
ity, being a common issue in fluorescence imaging and thus, the used intensity must be considered as a 
relevant factor. Another phenomenon that decreases the fluorescence of the FPs is quenching, which 
happens when the electron does not emit light when returning to its stable state due to interactions 
with other molecules or other FPs.  [6], [8], [15] 
Some characteristics that ideal FPs must have are, high brightness, non-toxicity, low photo-
bleaching, low cost, high stability, facile bio labeling and small size (in order to have less interference 
with biological processes). However, it is essential to notice that the ideal fluorophore varies from 
sample to sample according to its intended use. [6], [15] 
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1.3.1 Common Fluorophore Classes 
From the previously mentioned FPs, fluorescent proteins and organic dyes are of the most used 
in fluorescence microscopy. 
Most fluorescent proteins are derived from the jellyfish Aequorea victoria green fluorescent 
protein and have several advantages such as a broad spectral range, non-toxicity, and long lifetime. [6] 
Organic dyes were the first fluorescent compounds used in biological research and thus, a lot is 
known about their properties. They present advantages, such as small size, facile bio labeling, easy 
availability, and broad spectral range. Fluorescein isothiocyanate (FITC) is one of the most commonly 
used FP. [6], [8], [15] 
However, these FPs also have some disadvantages, like rapid photobleaching, low to medium 
brightness and small stokes shift. In this way, in cases like long-term tracking of single molecules and 
real-time super-resolution imaging of subcellular structures, FPs with higher brightness and higher 
photostability are needed to better understand cell physiology. [6], [8], [15], [16] 
1.3.2 Nanoparticles 
Thanks to advances in science and, more specifically, nanotechnology, the development of a 
great variety of nanoparticles (NPs) as FPs is possible. These NPs allow to overcome some of the dis-
advantages presented in other FPs, such as lower brightness, low photostability, and small stokes shift. 
In addition to these, they also offer advantages like tailorable surface modifications, capability for car-
rying various sensing and therapeutic components, low interaction with cellular proteins, detection at 
the single molecular level and real-time tracking of single biomolecules, making it possible to better 
understand some biological processes, not so well understood using other FPs. [6], [17]–[19] 
Nanoparticles for fluorescence microscopy can be divided into two categories, which are the 
NPs that require labeling of FPs to be visualized and the NPs that can emit specific optical signals by 
themselves such as quantum, polymer and carbon dots, up-conversion-NPs, fluorescent nanodia-
monds, and gold NPs [16], [18], [19] 
Regarding the use of nanoparticles on cells and their interaction, while some organic dyes with 
specificity for cellular substructures can be small enough to be able to pass through the cell membrane, 
the higher dimensions of most NPs (> 5 nm) leads to these usually needing to enter the cells through 
mechanisms of cellular uptake. One of these mechanisms is clathrin-mediated endocytosis, which cells 
use to internalize ligand-conjugated NPs, being most of the NPs used for diagnostic and molecular 
imaging applications of this type. Thus, if the nanoparticles have a specific target inside the cell, more 
steps are needed to allow them to exit the vesicles and connect to their target. By using these mecha-
nisms, the size and shape of NPs are two of the main factors that influence cellular uptake, being 
spherical NPs with a diameter of about 50 nm usually more rapidly absorbed by cells than other NPs. 
[16], [20] 
Quantum dots are a special type of NPs characterized by their small size and for being semicon-
ductors. Quantum dots are one of the most used NPs for biological labels as they are one of the most 
widely known nanoparticles to exhibit size-tunable features. In this way, it is possible to change their 
fluorescence emission and absorption wavelength by simply changing their particle size, whereas 
smaller quantum dots emit higher energy radiation. However, the most used quantum dots are cadmi-
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um chalcogenides such as CdS, CdSe, and CdTe, which are toxic toward biological systems, being, in 
many cases, necessary to coat them with inert shells in order to present lower toxicity. In addition to 
this, cadmium chalcogenides also present lower long-term environmental stability, lower bio-
compatibility, and higher cost when compared with other NPs, such as ZnO NPs, making ZnO NPs of 
special interest to be used in bioimaging. [21], [22] 
1.4 ZnO Nanoparticles 
Metal oxide nanoparticles show promising prospects in several areas of the biomedical field 
from diagnostics, through their use on cell imaging and biosensing, to treatment, thanks to their anti-
bacterial properties and for allowing anticancer drug/gene delivery. From these types of NPs, zinc ox-
ide nanoparticles, ZnO NPs, are one of the most important, being extensively used in commercial 
products, such as paint, sunscreens, cosmetics, daily care products, food packages, and ointments. 
They are so extensively used due to having properties such as excellent biocompatibility, long-term 
environmental stability, low-cost production, and low toxicity. Furthermore, for having excellent lu-
minescent properties, they become one of the more relevant candidates for bioimaging and possibly 
for theragnostic applications (that is, a combination of therapy and diagnostics). [23]–[25] 
ZnO is a semiconductor material with a vast area of applications. Several techniques have been 
employed to study and improve the growth of ZnO nanostructures, which include electrospinning, 
precipitation, solvothermal, and even green synthesis methods by using plant extract, bacteria, fungi, 
etc. This variety of techniques allows the synthesis of ZnO nanostructures with different properties 
such as different sizes, crystallinities, and morphologies (nanorods, flower-like ZnO nanostructures, 
etc.). These differences in structural and morphological properties may influence other properties like 
biological interactions and optical properties. [20], [26]–[31] 
The optical properties of ZnO NPs can be influenced by the crystallinity of these NPs since the 
fluorescence of the ZnO NPs originates mainly from surface defects, like oxygen vacancies. Highly 
crystalline ZnO NPs will present strong UV emission, while ZnO NPs with a high quantity of surface 
defects show high emission in the visible wavelength range. To obtain NPs with high emission in the 
visible wavelength range, sol-gel and wet chemical techniques are usually used due to lower synthesis 
temperatures allowing the presence of a higher number of ZnO surface defects. Thermal annealing is 
another parameter that can affect ZnO emissions. [20], [26]–[31] 
As previously mentioned, in addition to using ZnO NPs for bioimaging, using this type of 
nanostructures as antibacterial material and for cancer treatment is also possible. This derives from the 
fact that, although being recognized as a safe material, ZnO NPs also have shown antibacterial proper-
ties through cytotoxic mechanisms like the accumulation of NPs in the outer membrane or cytoplasm 
of bacterial cells and the generation of reactive oxygen species (ROS). With respect to cancer treat-
ment, thanks to ZnO being pH-responsive, dissolving in acid environments, they can be used in cancer 
therapy to deliver drugs to specific targeted tissues since the extracellular environment of solid tumors 
tissues is mildly acid. [32] 
In this way, ZnO NPs have shown to be promising in both the fields of bioimaging and anti-
cancer/antibacterial treatment. However, ZnO NPs still present some aspects to be improved and many 
studies are still needed to better understand ZnO NPs properties and how they can be successfully 
used in biomedical fields. One example of these is that the luminescence mechanisms and fluores-
cence lifetime of ZnO NPs are still not very well understood, being only a few methods able to im-
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prove or change ZnO fluorescence effectively. Another example is the toxicity of ZnO NPs, which is 
still called into question due, in part, to their anticancer and antibacterial properties. [23], [32]  
Another aspect that must be considered concerns the stability of ZnO NPs in water and biologi-
cal fluids since surface defects of ZnO can be destroyed by water molecules and due to the aggrega-
tion that occurs between the ZnO NPs. Therefore, it is often necessary to coat these NPs with shells to 
make them more stable. [33] 
1.4.1 Doped ZnO Nanoparticles 
For being a wide band gap semiconductor (3.37 eV at room temperature ∼368 nm), ZnO re-
quires photons with a wavelength on the UV region to exhibit fluorescence. However, UV light is un-
suitable for bioimaging applications since it has reduced penetration depth on tissues and can be harm-
ful to cells, tissues, and live animals. For this reason, most of the conventional fluorescence imaging 
instruments only have excitation wavelengths of 405 nm or longer. To overcome this issue, several 
techniques can be used, such as the encapsulation of dyes like FITC on the NPs, coating the NPs with 
polymers, and by doping elements into the ZnO NPs, to narrow their band gap, being the interest in 
using doped ZnO nanomaterials for nanomedicine quite recent. So, several different elements have 
been tested, from which rare earth elements were reported to possess significantly enhanced lumines-
cence, unlike transition metal elements. [21], [29], [30], [34], [35] 
ZnO crystallizes in zinc blende (cubic), wurtzite (hexagonal), or rocksalt (cubic) structures. For 
this reason, ZnO is suitable to be used as a host lattice for lanthanides. However, incorporating ions 
from these elements into the ZnO lattice remains challenging due to the large difference between their 
ionic size and charge compared to Zn2+. One of these elements is europium, which can be introduced 
into the hexagonal zinc oxide matrix by numerous different methods. The improvement in the lumi-
nescence on Eu-dopped NPs occurs thanks to the creation of new levels/luminescence centers. These 
centers lead to the creation of new transitions for the electrons (as can be seen in Figure 1.2), especially 
when in the presence of other energy trap centers. In this way, it is expected that Eu doped ZnO NPs 
present higher excitation when using longer wavelengths to excite the electrons and also to present 
emissions of longer wavelengths. [36]–[40] 
 
Figure 1.2 - Schematic illustration showing the possible mechanism of energy transfer from ZnO host to Eu3+. 
(VB represents the valence band, CB represents the conduction band, and DS represents the defect states), and 
simplified energy diagram of Eu3+ in ZnO samples. Adapted from [37] and [36].  
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In addition to the improvement on optical properties that europium can confer to ZnO NPs, 
which lead to these NPs to be of interest for bioimaging, photocatalysis and optoelectronic devices, 
Eu-dopped ZnO NPs have also demonstrated to be a potential tool in cancer radiation therapy by en-
hancing the X-rays absorption of ZnO nanoparticles and in this way, the properties of these NPs have 
been of interest in multiple areas. [38], [41]–[43] 
However, when using Eu-doped ZnO NPs it is also important to study how the doping of these 
by europium may affect other properties like their toxicity. In this way, even though on some studies 
the use of europium in ZnO synthesis being found to not have significant influence on their toxicity 
further work should be done.[44] 
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2.   Materials and Methods 
2.1 Synthesis 
ZnO nanoparticles were produced through co-precipitation/microwave-assisted solvothermal 
methods, using sodium hydroxide (NaOH, ≥98%, labkem, CAS: 1310-73-2) as a precipitation precur-
sor, zinc acetate dihydrate (Zn(OOCCH3)2⋅2H2O, ≥98%, Alfa Aesar, CAS: 5970-45-6) and europi-
um  (III) nitrate pentahydrate (Eu(NO3)3·5H2O, 99.5%, Sigma-Aldrich, CAS: 63026-01-7) ) as zinc 
and europium sources and methanol (CH4O, ≥99.8%, Honeywell, CAS: 67-56-1) and deionized water 
as solvents. All chemicals were used without further purification. 
Zinc acetate was stirred, until complete dissolution, in 33.3 ml of methanol at a concentration of 
0.1 M. Several of these solutions were prepared and to each solution, different amounts of europium 
nitrate were added while stirring to produce doped NPs, with the concentrations of 0, 2, 5 or 10 % 
mol. Subsequently, 16.7 ml of a stirred solution of NaOH, in deionized water (or methanol), with a 
concentration ranging from 0.1 M to 0.9 M, were prepared (being most syntheses prepared with 0.3 
M) and added to the previous solution while stirring.  
To simplify the identification of the most used ZnO NPs samples, to each of them was attribut-
ed a letter as shown in Table 2.1 below, being also visible their different syntheses parameters. 
Table 2.1 – Letters attributed to the ZnO NPs and their preparation conditions (sample K used europium oxide 
instead of europium nitrate as Eu3+ ions source). 




of NaOH used 
0% mol Eu. A 0 - 90 ºC 5 min. 0.3 M 
2% mol Eu. B 2 - 90 ºC 5 min. 0.3 M 
5% mol Eu. C 5 - 90 ºC 5 min. 0.3 M 
10% mol Eu. D 10 - 90 ºC 5 min. 0.3 M 
700 °C pa 0% mol Eu. E 0 700 ºC 90 ºC 5 min. 0.3 M 
700 °C a 5% mol Eu. F 5 700 ºC 90 ºC 5 min. 0.3 M 
700 °C pa 10% mol Eu. G 10 700 ºC 90 ºC 5 min. 0.3 M 
10% mol Eu. Thigh H 10 - 130ºC 10 min. 0.3 M 
0.5 mol NaOH RT I 0 - - 0.5 M 
0.6 molNaOH RT 4% 
mol.Eu. 
J 4 - - 0.6 M 
2% mol. EuO K 2 - 90 ºC 5 min. 0.3 M 
Synthesis 6 L 0 
On this synthesis 7.5 mmol of zinc acetate was put in 
75 mL of a mixed solutions of anhydrous ethanol and 
ethylene glycol, with a volume ratio of 50:25 ml and 
heated on microwave. As can be seen on annexes. 
After a few minutes under stirring, 25 ml of most of the prepared solutions/suspensions were 
transferred into a sealed vessel (since the maximum capacity of the vessel was of 25 ml), placed in the 
microwave synthesizer (CEM Discover SP) and heated until 90 ºC for 5 min. under autogenous pres-
sure with a maximum power of 100 W. Other temperatures and synthesis times were also tested, being 
other samples either heated to 140 ºC for 10 min. (Thigh) or not heated, with a reaction time of 5 min. 
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After synthesis, all produced nanoparticles were centrifuge (HIGH-SPEED Neya 16) at 4000 rpm for 
5 min, washed with water and 2-propanol (IPA) and were dried in air at room temperature (RT). 
After being dried, some of the produced powders were annealed on the Zabertherm Furnace on-
air at 400 ºC and later annealed or reannealed at 700 ºC for 2h. 
This synthesis was adapted from previous studies. [35], [42] 
A schematic of this synthesis may me observed on Annex Figure A. 1. 
In addition to this synthesis, several others were tested. However, these did not seem to provide 
any additional advantages at the time of selection.  [21], [22], [38], [45]–[49] 
2.2 Characterization 
Scanning electron microscopy (SEM) was performed on Auriga SEM-FIB, Zeiss for morpho-
logic characterization of the ZnO nanoparticles. 
Energy Dispersive X-ray Spectroscopy (EDXS) was also performed on the same equipment as 
SEM to make elemental analysis of the sample. 
X-ray diffraction (XRD) was performed on XPert PRO, PANalytical, to study the crystallog-
raphy of the samples. The X-ray source was Cu K, λ =1.54 Å at 45 kV and 40 mA from 2θ = 10 to 
90º, at a scanning step of 0.03º and was analyzed using the software “highscore”. 
Ultraviolet-visible (UV-Vis) spectrophotometry was performed on Perkin Elmer Lambda 950 
with a 2 nm step, from λ = 250 nm to λ = 600 nm and with a resolution ≤ 0.05 nm, to obtain the reflec-
tion spectra of the produced nanoparticles. 
Fluorescence spectroscopy was performed on the Luminescence Spectrometer - Perkin Elmer 
LS55. Several excitation wavelengths have been used, ranging from 255 to 505 nm at a velocity of 
250 nm/min between the wavelengths of 350, 430, or 515 to 700 nm, with low gain and excitation and 
emission slits at an aperture of 10. The emissions at the wavelengths of 445 and 600 nm were also 
tested. The used wavelengths were chosen taking into account the wavelengths used in confocal mi-
croscopy and in order to be possible to compare the results obtained with those of other articles. 
Some of the synthetized samples were also analysed at the University of Aveiro’s physics de-
partment by steady-state macro-photoluminescence (PL) spectroscopies at RT. For the PL analysis, 
two different systems and excitation sources were employed. Firstly, the samples were assessed in a 
Fluorolog-3 Horiba Scientific set-up with a double additive grating Gemini 180 monochromator 
(1200 gr/mm and 2×180 mm) in the excitation and a triple grating iHR550 spectrometer in the emis-
sion (1200 gr/mm and 550 mm), using a 450 W Xe lamp as the excitation source. The same equipment 
was also used for photoluminescence excitation (PLE) measurements. The PLE was acquired by set-
ting the monochromator on the maxima of the optically active defects and the excitation was scanned 
to higher energies. Additionally, the samples were excited with the 325 nm line of a He-Cd laser 
(power density I0 < 0.6 W/cm2). The luminescence radiation was dispersed by a SPEX 1704 mono-
chromator (1 m, 1200 gr/mm) and detected with a cooled Hamamatsu R928 photomultiplier.  
All the above techniques used powdered samples. With the exception of one test on fluores-
cence spectroscopy that will be later described. 
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Dynamic Light Scattering (DLS) was performed on the equipment AvidNano W130i as an addi-
tional method to determine the nanoparticle size, to study their aggregation velocity and the effect that 
the use of ultrasounds had on this aggregation. For that, a suspension of ZnO nanoparticles with a con-
centration of 0.4 mg/ml, which had already undergone ultrasound in the previous week, was used and 
it was exposed to ultrasound for different amounts of time. Before each measurement, the suspension 
was stirred to attempt that any bigger NPs that may have been deposited were also measured. 
Confocal laser scanning microscopy was performed on the confocal microscope Zeiss LSM 700 
and was used to observe the increment on fluorescence that the produced nanoparticles confer to dif-
ferent samples and to compare the properties of these NPs with the commercial fluorophore - fluores-
cein isothiocyanate isomer I (C21H11NO5S, ≥90%, Sigma-Aldrich, CAS: 3326-32-7) properties. Fluo-
rescence images were obtained through the use of lasers with a λ of 405, 488, and 555 nm and the 
high-pass filters (only longer wavelengths pass) of 420, 490, and 560 nm respectively, a scan time of 
15 seconds per scan, a bit depth of 16 Bit and an average of 2 scans. The pinhole was used on maxi-
mum aperture, the digital gain was of 1, the master gain was of 400 or 200 and the intensity of the la-
ser varied from 0.2 to 100% of 5 mW, when the 405 nm laser was used, or 10 mW, when the 488 and 
555 nm lasers were used. 
To test the nanoparticles in biological samples, onion and human cheek squamous epithelial 
cells were used, and suspensions with the ZnO NPs in water were prepared with a concentration of 2 
mg/ml. A solution of FITC on dimethyl sulfoxide ((CH3)2SO, ≥99.9%, PanReac, CAS: 67-68-5), with 
a concentration of 1 mg/ml, was also produced. The onion cells were prepared by peeling the protec-
tive skin of an onion layer and putting its outer part facing the microscope slide (Annex Figure A. 2, 
presented in annexes B). A few drops of the prepared solutions were then added to the sample until 
this was completely covered, being left to dry. The cheek cells were prepared by first gently scraping 
the inside of a cheek with a toothpick, then a few drops of the prepared solutions were dropped and 
drained on the toothpick being the toothpick then smeared on the slide. Before using each ZnO NPs 
suspensions, these were placed into the ultrasounds for 10 to 15 min to avoid the existence of big ag-
glomerates.  
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3.   Results and Discussion 
After the synthesis, even without resorting to characterization techniques, it was possible to ob-
serve some differences between the ZnO NPs samples produced with different parameters, such as: 
The amount of produced NPs, when using methanol as a solvent for the NaOH solution was 
much lower than the amount obtained when water was used as the solvent (as can be seen in Figure 
3.1).  
  
Figure 3.1 – ZnO NPs obtained using NaOH with different solvents: methanol (on the left) and water (on the 
right) 
When using water, 50 ml of the prepared solution resulted in an average of 202 ± 5 mg of ZnO 
NPs, resulting in a yield of 75 % (calculated by dividing the obtained NPs mass by the maximum 
mass theoretically obtainable); 
While it was possible to verify the precipitation of particles at RT when used a concentration of 
NaOH ≥ 0.5 M in water, this was not observed for lower concentrations. Lower concentrations seemed 
to create a gel, only being possible to verify the precipitation of particles after the use of microwave 
(90 ºC, 5 min); 
The use of ultrasounds allowed to disperse the bigger agglomerates formed by the nanoparticles 
that were visible before the use of these (to better understand the extent to which the nanoparticles de-
agglomerated, the DLS technique was used); 
After annealing, the powder changed its color from white to yellowish (Annex Figure A. 3); 
The fluorescence of the ZnO NPs was visible to the naked eye when using U.V. light as excita-
tion and different synthesis, could emit different colors, emitting synthesis 7 light with green color 
while most of the other synthesis emitted light with an orange color (Annex Figure A. 4). 
3.1 Structural and morphological properties  
3.1.1 SEM 
Scanning electron microscopy was used to ascertain how the different used synthesis parameters 
affect the morphology of the ZnO NPs. 
Regarding the variations on the microwave synthesis parameters, it was verified that there was 
practically no interference caused by the synthesis time and temperature on the morphology of the 
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NPs. This can be seen in Figure 3.2.A and in Figure 3.2.B, where the NPs were in the microwave at 90 
and 140 ºC for 5 and 10 minutes, respectively. 
It was, nonetheless, observed a significant variation on the NPs size when the concentration of 
the reagents was changed, as well as when the used solvent was different. The NPs obtained by using 
higher concentrations of NaOH (Figure 3.2.E) and when using methanol (Figure 3.2.F) instead of wa-
ter (Figure 3.2.A) as solvent present smaller sizes (33 ± 3, 22 ± 3 and 91 ± 13 nm respectively, meas-
ured by using the SEM images with the software ImageJ). However, the use of methanol has also 
demonstrated to be less reproducible since the formation of NPs through this method was not always 
observed while using similar conditions (Figure 3.2.C). 
The doping of NPs with europium has resulted in the appearance of NPs with hexagonal shapes 
(in addition to the previously obtained NPs) and in a size increase of the NPs, when these were doped 
with 5 % (Annex Figure A. 5) and 10 % mol. Eu (Figure 3.2.G). On these samples, the NPs with high-
er dimensions have diameters, ranging from 60 to 220 nm. This increase of the NPs did not happen for 
the NPs doped with 2% mol. (Figure 3.2.D) and neither on the post-annealed (pa) NPs doped with 
10 % mol. Eu, where NPs with bigger dimensions were not observed (Figure 3.2.H). 
By using SEM, it was also possible to verify the agglomeration of the NPs (Figure 3.2.I). 
As can be observed in (Figure 3.2)  most of the formed ZnO NPs were spherical and had a di-
ameter ranging from 20 to 100 nm (depending on the synthesis conditions). 
 
Figure 3.2 - SEM images, of ZnO NPs: A- 0% mol. Eu.; B- 0% mol. Eu Thigh (140 ºC); C ˗ 0% mol Eu. - methanol; 
D- 2% mol. Eu.; E- 0.5 M NaOH RT; F- 0% mol. Eu. – methanol; G- 10% mol. Eu.; H- 10% mol. Eu. pa 700 ºC; 
I- ZnO NPs agglomerates (magnification of 300 ×). 
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Regarding other syntheses (present on annexes A), the majority also allowed to synthesize iden-
tical NPs revealing that there is a wide range of parameters that can be changed to obtain ZnO NPs, 
which can, in turn, influence the properties of these NPs, however, for seemingly not providing any 
advantages (like easier synthesis or higher fluorescence) these syntheses were not tested to the same 
extent. Some of the SEM images obtained for other syntheses can be visualized in Annex Figure A. 5. 
Table 3.1 shows the average size of the obtained ZnO NPs produced with different synthesis pa-
rameters and europium concentrations. 
Table 3.1 – Average ZnO NPs size and standard deviation (obtain through SEM images analyses), letters in pa-
rentheses refers to the correspondent SEM images in Figure 3.2. 
Sample: 0% mol. Eu. (A) 0% mol. Eu. Thigh (B) 2% mol. Eu. (D)  0.5 M NaOH RT (E) 
Average NPs 
size (nm): 
91 ± 13 98 ± 13 80 ± 12 33 ± 3 
Sample: 
0% mol. Eu. - 
methanol (F) 
10% mol. Eu. 
smaller NPs (G) 
10% mol. Eu.   
bigger NPs (G) 
10% mol. Eu. Pa 
700 °C (H) 
Average NPs 
size (nm): 
22 ± 3 54 ± 11 175 ± 27 76 ± 11 
 
As can be seen in Table 3.1, the size of the ZnO NPs can, to a certain limit, be controlled by 
varying the concentration of NaOH. However, concentrations higher than 0.5 M (0.7 and 0.9 M) did 
not reveal significant differences in the NPs size. The control of ZnO NPs size by varying the NaOH 
concentrations has already been observed in other studies being explained that the higher the supersat-
uration of NaOH, the slower the crystals grow is comparing to the nucleation, which results in smaller 
crystals. [50] 
The changes in morphology observed in ZnO NPs with higher doping concentrations of Eu3+ 
may be attributed to the differences between the ionic radius of Eu3+ and Zn2+ and on their different 
electronegativity. [38], [51] 
By being spherical and with small dimensions (between 22 and 175 nm), the obtained ZnO NPs 
seem to have the proper morphologic characteristics to be used in bioimaging. [38] 
3.1.2 EDXS 
Energy Dispersive X-ray Spectroscopy was used to verify the presence of europium atoms on 
the obtained ZnO NPs. It was possible to verify a homogeneous distribution of Zn, O, and Eu on the 
analyzed samples, as well as a much lower amount of europium atoms in comparison with zinc and 
oxygen, as can be seen in Figure 3.3. Also, since there are no big agglomerations of europium on the 
samples, it can be assumed that europium was integrated on the ZnO structure or well distributed on 
its surface. 
As seen in Figure 3.3 and Table 3.2, the atomic concentration of europium and oxygen were 
lower than expected, only appearing to be of 38 or 46 % of oxygen and 0.5 % or 0.1 % of europium on 
the sample instead of approximately 47.5 and  5%, respectively (as expected). These results may be 
explained by the fact that EDXS is not a very accurate method to do quantitative analysis of the ele-
ZnO nanoparticles as a potential biolabel for bioimaging applications                                    15 
ments presented on the sample since this analysis can be affected by several factors, like the overlap-
ping of X-ray emission peaks (in addition to an actual lower concentration of these atoms). [52] 
 
Figure 3.3 – EDXS/SEM images of the 10% mol. Eu. ZnO NPs: A – SEM image of the ZnO NPs; B – Overlay 
of the SEM image with the elements observed through EDXS; C, E, and F – Zinc, Oxygen, and Europium distri-
bution (respectively) by the EDXS analyses; D – EDXS map sum spectrum of the ZnO NPs. 
Table 3.2 - Atomic concentrations obtained by EDXS analyses for the samples 10% mol. Eu. and 10% mol. Eu. 
Pa700 °C, of oxygen, zinc, and europium. 
Element: O Zn  Eu 
Atomic concentration 10% mol. Eu.: 46.42 % 53.51 % 0.08 % 
Atomic concentration 10% mol. Eu. Pa700 °C: 37.97 % 61.57 % 0.46 % 
 
3.1.3 XRD 
X-ray diffraction was used to study how the different used parameters have affected the crystal-
linity properties of the produced ZnO NPs. 
The XRD diffractograms of ZnO NPs produced with different concentrations of Eu are present-
ed in Figure 3.4, and it is possible to verify that all the samples present the characteristic peaks of ZnO 
wurtzite structures, which corresponds to the first three peaks to the family of planes of {1 0 0}, 
{0 0 2} and {1 0 1} respectively, and that present high crystallinity with no signs of impurities. In ad-
dition, the XRD results were used to calculate the grain size, look for the presence of europium on the 
ZnO crystallite structure, and to see the effects of annealing on the ZnO NPs crystalline structure.  
Through the XRD diffractograms, the success of the Eu-doping can be analyzed by looking at 
the position of the peaks and the cell volume since the ionic radius of Zn2+ (0.074 nm) is smaller than 
the radius of Eu3+ ions (0.095 nm). This radius difference leads to the expansion of the lattice parame-
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ters for Eu-doped ZnO resulting in a higher cell volume and a shift on 2θ towards the left on the  ZnO 
(0 0 2) peak of the crystals when there is the integration of the Eu3+ ions, which may be observed 
through XRD. [53], [54] 
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Figure 3.4 - DRX diffractograms of the ZnO NPs doped with 0, 2, 5 and 10 % mol. Eu. and ZnO peaks reference 
(calculated from ICSD using POWD-12++, (1997)). 
Moreover, peaks associated with the use of europium, such as europium hydroxide or europium 
oxide (at 2 = 29.4 [55]) are not present, which indicates that new form of Eu crystalline structures 
are not present and that Eu atoms possible were incorporated into the ZnO crystalline structures. This 
Eu incorporation may happen, either by the substitution of Eu with Zn ions or by the substitution of 
europium near a zinc vacancy or near an oxygen interstitial [56]. 
The crystallinity and crystallite sizes of the ZnO NPs can be estimated by the relative intensity 
of diffraction peaks since lower/broader intensity indicates lower crystallization of the ZnO NPs [57]. 
Narrower peaks indicate larger crystalline size since larger crystals have crystal planes more align, 
resulting in higher constructive interference of the X-ray reflected by crystal planes and thus sharper 
peaks [58]. The crystallite sizes were calculated by using Scherrer’s equation (Equation 1) [59], where 
D is the crystallite sizes, k is the correlation factor (0.89), λ is the used X-ray wavelength (1.5418 Å), 
β is the full width at half-maximum (FWHM) of the ZnO (101) peak for being the preferred orienta-
tion since it is the most prominent diffraction peak, and θ is Bragg’s diffraction angle [51]. The ob-




 (Equation 1) 
As can be seen in Figure 3.4 and Table 3.3, through the observation of the position of the peaks, 
it is not evident a relationship between their position and the Eu doping concentrations. The differ-
ences in the magnitude of doped and un-doped ZnO NPs are also observed between un-doped ZnO 
NPs and on repeated tests. This might indicate that the Eu3+ ions reside on the surface of the ZnO 
NPs.[60] Regarding the cell volume of the Eu-doped ZnO NPs, even though there was a slight in-
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crease in the cell volume of the 10 % mol. Eu-doped ZnO NPs, the observed difference may be too 
small to draw any conclusions. Since there are no Eu-associated peaks, the structure of the ZnO NPs 
was not modified by the addition of Eu into the ZnO matrix. One possible explanation for this is that 
europium has not integrated well into the ZnO structure due to its high atomic size. 
As expected, the crystalline size was lower than the NPs sizes, observed through SEM, and was 
bigger for the Eu doped ZnO NPs, produce at 90 ºC for 5 min. but was not bigger for the Eu doped 
NPs produced at higher temperatures. Contrary to expectations, the annealed ZnO NPs present a 
smaller crystallite size than the NPs that were not annealed. This might be due to an unnoticed differ-
ence in their syntheses since the annealed ZnO NPs are not the same as the ZnO NPs measured after 
annealing, but rather other synthesized ZnO NPs after annealing. 
 
Table 3.3 – Peak characteristics of the tested ZnO NPs and their cell volume, structure, and crystallite size (ob-
tained with Scherrer’s equation). 
 
In figure 3.5 is possible to observe the XRD diffractograms of ZnO NPs produced with different 
concentrations of NaOH added to the synthesis solution, as well as the 10% Eu dopped ZnO NPs 
submitted to other conditions. The 0.3M and 0.6M synthesis occur without the use of microwave irra-
diation, showing that only by using a higher concentration of NaOH was possible to obtain ZnO NPs. 








 FWHM of 









0% mol Eu. 
34.372 36.206 0.232 35.653 47.63 Hexagonal 
ZnO 
2% mol Eu. 
34.471 36.300 0.243 34.049 47.63 Hexagonal 
ZnO 
5% mol Eu. 
34.312 36.140 0.156 53.013 47.63 Hexagonal 
ZnO 
10% mol Eu. 
34.449 36.273 0.167 49.540 47.76 Hexagonal 
700 ºC annealed 
ZnO 0% mol. Eu. 
34.512 36.349 0.306 27.042 47.63 Hexagonal 
700 ºC annealed 
ZnO 5% mol. Eu. 
34.425 36.259 0.340 24.332 47.58 Hexagonal 
700 ºC annealed 
ZnO10% mol.Eu. 
34.549 36.375 0.298 27.770 47.58 Hexagonal 
0.3 M NaOH 
ZnO - RT 
ZnO NPs were not obtained with these conditions 
0.5 M NaOH 
ZnO - RT 
34.426 36.266 0.495 16.713 47.63 Hexagonal 
ZnO 10% mol. Eu. 
Thigh 
34.464 36.285 0.323 25.614 47.58 Hexagonal 
0.6 M NaOH ZnO 
RT 4%mol. Eu. 
34.331 36.184 0.439 18.841 47.62 Hexagonal 
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 0.3M NaOH RT
 0.6M NaOH RT 4% mol. Eu.
 10% mol. Eu. Thigh
 10% mol. Eu. pa 700ºC
 
Figure 3.5 – XRD diffractograms of the ZnO NPs of 0.3M NaOH RT, 0.6M NaOH RT 4% mol. Eu, 10% mol. 
Eu Thigh and 10% mol. Eu pa 700 ºC. 
The XRD diffractograms graph obtained for different syntheses can be observed in Annex Figure A. 6. 
3.1.4 DLS  
To evaluate the particle size and the aggregation tendency of ZnO NPs, dynamic light scattering 
(DLS) was used. Also, it was evaluated the use of ultrasounds to desegregate the ZnO NP. 
As can be observed in figure 3.6, through the use of DLS, the NPs presented a hydrodynamic 
diameter, approximately between 80 and 350 nm, which is slightly higher than the values obtained 
through SEM (between 91 and 175 nm).  
It was also possible to verify a slightly bigger size of the Eu. doped ZnO NPs (188 ± 79 com-
pared to 137 ± 65 nm). It should be stressed that this technique does not actually measure the diameter 
of the NPs but the hydrodynamic diameter of any particle on the solution (being these particles an ag-
gregation of NPs or not). In this way the obtained dimensions are higher than the actual size of the 
NPs since, the hydrodynamic diameter is the calculated diameter for a hypothetical hard sphere that 
diffuses with the same speed as the particle being measured. [61] 
 
Figure 3.6 – DLS mass distribution graph of NPs doped with 0 (A) or 10% Eu. (B) after the use of ultrasounds 
for 15 min. 
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Regarding the ultrasound effects, as expected, the size of the particles decreased with the time 
they were exposed to ultrasounds, especially in the first 2 minutes. In contrast, particle size increase 
with time after being removed from ultrasounds (as can be seen in Table 3.4). This decrease and in-
crease happen due to the desegregation and aggregation of NPs. However, these results must be ana-
lyzed with some skepticism since the standard deviation is very high (above 100 nm in some cases) 
and even though most results were constant, considerable variations were observed for some tests. 
Regarding the measurements after the use of ultrasounds, before each measurement, the suspen-
sion was stirred to disperse any bigger particles that may have been deposited. By not doing so, the 
hydrodynamic diameter would decrease as the larger particles would be deposited, being only the 
smaller NPs (or aggregates of NPs) in suspension measured. It can also be observed that the aggrega-
tion of the NPs does not appear to be very fast (Table 3.4). 
Table 3.4 - DLS analyses on the aggregation/desegregation, over time, of the ZnO NPs with the use of ultra-
sounds. 
Time on ultrasound 0 min. 1 min. 2 min. 4 min. 15 min. 
0% Eu. 1852 nm 354 nm 193 nm 200 nm 191 nm 
10% Eu. 5584 nm 636 nm 310 nm 286 nm 237 nm 
Time after ultrasound 2 min. 15 min. 30 min. 40 min. 50 min. 
0% Eu. 185 nm 200 nm 206 nm 211 nm 212 nm 
3.2 Optical properties 
3.2.1 UV-Vis spectrophotometry  
UV-Vis spectrophotometry was used to study how the different synthesis parameters affected 
the absorbance/reflectance of the ZnO NPs samples and their band gap. 
In figure 3.7 is possible to observe the reflectance spectra of ZnO NPs produced with different 
concentrations of Eu. before and after annealing.  
 
Figure 3.7 - Reflectance spectra of the ZnO NPs doped with different concentrations of Eu (A) before annealing 
and (B) after annealing. 
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As can be seen in Figure 3.7, the addition of europium and the annealing treatment of Eu doped 
ZnO NPs seem to alter the reflectance spectra, having un-annealed Eu. doped ZnO NPs a slightly low-
er ability to absorb light of the wavelengths between 375 and 410 nm than the undoped and un-
annealed ZnO NPs. 
Through the reflectance spectra, it can also be obtained the ZnO NPs band gap by using the 
Tauc’s plot method. This method assumes that the energy-dependent absorption coefficient (α) can be 
expressed by the following equation: 
Where h is the Planck constant, ν is the photon’s frequency, Eg is the band gap energy, and A is 
an energy independent constant that measures the disorder of the material.[62] The γ factor depends 
on the nature of the electron transition and is equal to 1/2 or 2 for the direct (as is the case for ZnO) 
and indirect transition band gaps, respectively. By applying the Kubelka−Munk function (F(R∞),  
(Equation 3)), the measured reflectance spectra can be transformed to the corresponding absorption 






By using these equations, the graphics in Figure 3.8 were obtained, being possible to obtain the 
band gap of ZnO NPs by doing a linear regression and calculating the value at which that linear re-
gression intersects the x-axis. The same method was used to determine the band gap of other ZnO NPs 
present in Table 3.5. 
 
 
Figure 3.8 - Band gap energy (Eg) determination from the Tauc plot of the ZnO NPs synthesized with different 
concentrations of Eu (A) before and (B) after annealing 
 
 
 (αhν)1/γ = A(hν − Eg) 
(Equation 2) 
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Table 3.5 – Band gap energy of ZnO NPs produced with different concentrations of Eu, before and after anneal-
ing. 
ZnO NPs: 0% mol Eu. 2% mol Eu. 5% mol Eu. 
Band gap (eV): 3.22 3.22 3.26 
ZnO NPs: 10% mol Eu. 700C pa 0% mol Eu. 700C pa 5% mol Eu. 
Band gap (eV): 3.26 3.21 3.23 
ZnO NPs: 700 C pa 10% mol Eu. 0.5mol NaOH RT 10% mol Eu. Thigh 
Band gap (eV): 3.22 3.21 3.23 
 
As expected through the analyses of the reflectance spectra, the Eu doped NPs (at a concentra-
tion of 5 or 10% mol.) presented slightly higher band gaps than pure ZnO NPs. So, there seems to be 
some correlation between the band gap and crystalline size (Annex Figure A. 7), having the smaller 
ZnO NPs (0.5mol NaOH RT) one of the smallest band gaps (3.21 eV), as reported in other studies 
[64], [65]. This correlation was not observed between the band gap and Eu. doping since, for example, 
the doped samples synthesized at higher temperature did not present an increase in their band gap (and 
neither on their crystalline size), as can be seen in Annex Figure A. 8. 
 
3.2.2 Fluorescence spectroscopy  
Fluoresce spectroscopy was used to study how different excitation wavelengths (255, 325, 380, 
393, 400, 405 and 464 nm) and different synthesis parameters affect the fluorescence of the produced 
ZnO NPs.  
Through the use of the Luminescence Spectrometer - Perkin Elmer LS55, it was possible to ver-
ify some peaks associated with ZnO when using an excitation wavelength of 255 nm (at 425, 490 and 
534 nm), as can be seen in Figure 3.9.B [28]. However, it was not fully clear the appearance of all the 
peaks and it was difficult to verify well-defined peaks associated with europium doping (Figure 
3.9.A). It was only possible to identify the europium related peaks at 595 and 618 nm for a few sam-
ples when using an excitation of 405 nm, not being possible to identify the peaks at 577 nm, 648 nm 
and 697 nm for any of the samples [36]. Additionally, it was not possible the comparison between the 
samples intensities, due to a great dependence of the sample intensity with the distribution of the pow-
der when preparing the samples for measurement (Annex Figure A. 9). The only sample of ZnO NPs 
that revealed a higher difference in the intensity was the one in which it was tried to encapsulate ZnO 
with silica (present on Annex A - Seventh method). This synthesis enabled a much higher intensity for 
excitations of shorter wavelengths (U.V. region) (Annex Figure A. 10), however this was not observed 
for longer wavelengths.  
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Figure 3.9 - Room temperature photoluminescence spectra of ZnO NPs and Eu doped ZnO NPs synthesized by 
using different parameters, using excitation wavelengths of 405 nm (A), 255 nm (B), and 380 nm (C). Asterisks 
on (A) mark other peaks related to Eu doping. 
As can be seen in Figure 3.9.A, ZnO NPs seem to present high fluorescence for an excitation 
wavelength of 405 nm and thus, may be used on confocal microscopy. 
To better understand the dependence of ZnO NPs fluorescence with its synthesis parameters, 
steady-state macro-PL spectroscopies analysis was also performed on some of the ZnO NPs that pre-
viously have shown better results. The results are shown in figure 3.10. 
 
Figure 3.10 - Room temperature photoluminescence spectra with an excitation wavelength of 325 nm of ZnO 
and Eu doped ZnO NPs synthesized using different parameters. 
As can be observed in Figure 3.10, after being excited with the 325 nm laser (3.8 eV), most of 
the ZnO NPs present near band edge emission (NBE), and a much stronger deep-level emission (DLE) 
peaked in the orange/red spectral region, characteristic of ZnO luminescence [66]. This difference in 
intensity was mainly observed for the ZnO NPs I, J, H, and K, being the DLE much stronger on I and J 
than on other samples, while the H and K samples reveal a NBE strongly quenched or evenly absent. 
The much stronger DLE of the samples I and J may be explained by their smaller size and crys-
tallite size (16.7 nm and 18.8 nm, respectively) since DLE is caused by defects in the ZnO crystalline 
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structure. Thus, more intense DLE indicates a strongly defected structure of crystals. The much higher 
intensity observed on sample J may also indicate that, as observed in other studies, the high surface to 
volume ratio of the NPs strongly influences the intensity of europium luminescence, suggesting that 
Eu3+ ions may predominantly be grouped on the surface of the ZnO crystals. [38] 
 Contrary to these samples, sample L (synthesized by a different method) showed a higher ratio 
between tNBE/DLE intensities, revealing how different synthesis influence the ZnO NPs properties. 
Moreover, it is also possible to observe a red-shift for the samples E, F and G (which were an-
nealed at 700 ºC), having their peak on the wavelength of 740 nm, instead of 680 nm (as was observed 
for the un-annealed samples). This red shift was also observed in other studies, however contrary to 
some of these studies, the red-shift cannot be attributed to the increase in the crystallite size of the NPs 
since annealed samples did not present a larger crystallite size [67], [68]. So, the red-shift may be at-
tributed to the high annealing temperature leading to Zn-related defects and/or oxygen vacancies since 
annealing was performed in air, as can be observed on the EDXS results. However, excess of oxygen 
has also been attributed to this shift [66]. 
On the annealed samples, a reduction of the NBE intensity was also visible. 
It should be highlighted that these results may not be directly used to evaluate the fluorescence 
that the different ZnO NPs would present in fluorescence microscopy since the reduced wavelength 
and high intensity used on this analysis are not usually used on fluoresce microscopy. 
Regarding the PL and PLE spectra analyses in Figure 3.11 and Figure 3.12, these may better re-
flect the optical properties of the NPs when used in confocal microscopy because, in addition to also 
analysing longer wavelengths, the used excitation intensity was much lower than the used intensity on 
previous analyses (as it is usually used on confocal microscopy, and especially in biological samples). 
By using smaller excitation intensity, it was noted that the DLE presented a blue-shift for all the sam-
ples when using a 325 nm beam and thus, the DLE is sensitive to the excitation intensity. More specif-
ically, when using a lower beam intensity, the DLE presented an emission peak at 560 nm instead of 
680 nm. 
Concerning the effects of Eu doping, it is possible to observe, in Figure 3.11.A, that the Eu 
doped samples (B, C, and D) do not show any clear peaks associated with the intraionic transition of 
Eu3+, being only possible to observe a small peak at 613 nm on the samples C and D (doped with 5 
and 10% Eu.). This peak corresponds to the 5D0→7F2 transition of the Eu3+ [36]. The 613 nm peak is 
more evident on the annealed samples F and G, as can be seen in Figure 3.11.B, indicating that anneal-
ing may favour the ion optical activation (however, it is important to notice that the annealed samples 
are not the samples A, C, and D after annealing). 
Even though there are no clear peaks on sample B, C, and D, the influence of europium is clear-
ly visible, having the higher Eu doped NPs, higher emission on shorter wavelength values for the 400 
nm excitation, and higher emission for longer wavelengths values on the PLE spectra of the 565 nm 
emission. In this way, it is possible the use of longer wavelengths for the fluorescence of the Eu doped 
ZnO NPs. The increase in intensity on the PLE spectra is also observed on the doped annealed sam-
ples.  
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Figure 3.11 - Room temperature photoluminescence and photoluminescence excitation spectra of undoped and 
Eu doped ZnO samples (the asterisk on the 440 nm peak represents artefacts and the asterisk at the 613 nm high-
lights the small peak that is visible at that wavelength). A- Un-annealed samples B- Annealed samples. 
As can be seen in Figure 3.12.A the analyses performed on samples H to L revealed that with 
the variation of a few parameters, it is possible to obtain an intraionic transition of Eu3+ (on the Eu 
doped samples: H, J, and K). This effect is especially visible on sample H, which is similar to sample 
D but was synthesized by using higher time and temperature on its synthesis. In sample H, in addition 
to being visible the previously observed peak at 613 nm (5D0→7F2), the peaks (and their correspondent 
transition) at 577 nm (5D0→7F0), 591 nm (5D0→7F1), 648 nm (5D0→7F3) and 697 nm (5D0→7F4), were 
also observed, remaining the 613 nm peak the most intense [36]. 
One other aspect that can be studied by observing the peaks is the crystal symmetry of the sam-
ples, making it possible to characterize the incorporation of the Eu ions in the ZnO lattice. This hap-
pens since, while the transition 5D0 → 7F2 (614 nm) of Eu3+ is very sensitive to the local crystal sym-
metry and its transition probability is zero if the Eu3+ ions are embedded in a centro-symmetric envi-
ronment (presenting lower intensity on the PL spectra), this does not happen to the 5D0 → 7F1 (590 
nm) transition which intensity does not variate with the local crystal symmetry. In this way, the small-
er the intensity ratio between the 5D0 → 7F2 /5D0 → 7F1 transitions is, the lower is the distortion of the 
symmetry around the Eu3+ ions in the ZnO lattice. By observing the PL spectra of the samples is visi-
ble that the 5D0 → 7F2 transition has higher intensity indicating that the Eu3+ ions may not have substi-
tuted the Zn2+ and were placed on lower symmetry sites, and thus may be located on the surface of the 
nanocrystals. This is also suggested by the appearance of the 5D0→7F0 peak (on sample H). [36], [38], 
[39] 
Even though samples H and J have shown an increase, in intensity, of the peaks associated with 
Eu3+ ions, these samples did not show as much, the other previously observed optical changes, such as 
the increase in intensity on the shorter wavelength values, for the 400 nm excitation. In addition to 
this, only sample H shows an increase in longer wavelength values for the 565 nm emission. In this 
way, these samples may not be the best FPs for confocal microscopy when compared with sample D. 
The increase in the intensity on the shorter wavelength values for the 400 nm excitation and on 
the longer wavelength values for the 565 nm emission was only observed when Eu was used, with the 
exception of sample L, which was synthesized by another method revealing that the synthesis method 
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is as important to analyze as the doping of the samples. Yet, it was not well determined what caused 
this increase in the optical properties of sample L. One hypothesis might be related to its small crystal-
line size since it presents the smallest calculated crystalline size of 13 nm and thus has a larger surface 
area (to volume). This may lead to the presence of more oxygen vacancy defects and thus higher visi-
ble emission, but this was not observed when using a wavelength of 325 nm. In this way more studies 
should be done in order to better understand to what extent the different synthesis and different doping 
concentrations of europium may influence the ZnO NPs fluorescence. [45] 
To better examine the Eu related peaks present on the samples, PLE with the wavelengths of 
590 nm (5D0→7F1) and 612 nm (5D0→7F2) was made, as well as PL with the wavelengths of the higher 
peaks obtained from the PLE spectra (393 nm and 464 nm). These tests were made on samples H and 
J, for being the ones with the highest intensity of Eu3+ emission peaks (Figure 3.12.B). 
 
Figure 3.12 - Room temperature photoluminescence and photoluminescence excitation spectra of undoped and 
Eu doped ZnO samples. 
Through the PLE analyses was possible to verify the existence of five peaks related to Eu ions 
excitation, associated with the transitions393 nm (7F0→5L6), 414 nm (7F0→5D3), 463 nm (7F0→5D2), 
524 nm (7F0→5D1) and 534 nm (7F1→5D1).  
So, it was possible to verify the presence of Eu on the samples and the effect on the optical 
properties of the ZnO NPs, especially when excited with the wavelength of 400 nm (closer to the one 
used on confocal microscopy). 
One other studied aspect through fluorescence spectroscopy was the fluorescence stability of the 
ZnO NPs in water since, has been reported that the surface luminescent centers of ZnO NPs can be 
rapidly destroyed by water molecules due to the destruction of surface defects of ZnO, leading to fluo-
rescence quenching [21], [33]. In addition to this, the aggregation/precipitation of the ZnO NPs was 
also investigated. 
To study this effect, suspensions of 0.4 mg/ml of ZnO NPs on water and ethanol were produced 
and placed in the ultrasounds for about 10 minutes, being measured the fluorescence immediately after 
the preparation, after 30 min. and after one week, by using an excitation radiation of 405 nm. The re-
sults after one week were also measured after the suspension was resubmitted to ultrasounds. 
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Figure 3.13 – Variation of Room temperature photoluminescence spectra intensity (excitation wavelength of 
405nm) of ZnO samples on a suspension of either ethanol or water for different amounts of time.  
As can be observed in Figure 3.13, it was not visible any decrease of fluorescence when using 
water instead of ethanol, as well as it was not observed a reduction in fluorescence on the NPs when 
using water after one week (just as it was not seen after 30 min.). In this way, ZnO NPs fluorescence 
does not seem to be quenched by water and thus its fluorescence has a high stability in water. It can 
also be observed the substantial decrease in the fluorescence 30 min. after the first measurement due to 
the rapid precipitation of the ZnO NPs on the sample that was not stirred. 
3.2.3 Confocal laser scanning microscopy 
In order to study the optical properties of fluorescence of the ZnO NPs in a medium more simi-
lar to the final objective, the use of nanoparticles in biological samples of onion cells and human 
cheek squamous epithelial cells was tested. Wavelengths of 405, 488, and 555 nm (and their respec-
tive filters) were used and the images obtained were mainly colored in gray, green and red, according 
to the used wavelength (correspondingly). 
It should be noted that the nanoparticles were not targeted to any specific element of the sam-
ples, and thus, their accumulation on the sample was spontaneous.  
In addition, to studying the behavior/properties of the ZnO NPs on the cells, these NPs were al-
so compared with the commercial fluorophore FITC on several aspects. 
Initially, to verify if it was possible to observe fluorescence directly from the samples, the sam-
ples 0%, 10%, and 10% Thigh mol. Eu. (A, D and H), were placed on a microscope slide and directly 
observed on the confocal microscope using an excitation wavelength of 405 nm. It was only possible 
to observe fluorescence on the sample 10% mol. Eu. (sample D), as can be seen in Figure 3.14 (col-
ored in orange for better visualization), and so, this sample was one of the most used on the following 
experiences. 
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Figure 3.14 –Confocal microscope image of ZnO NPs doped with 10% mol. Eu, using an excitation wavelength 
of 405 nm. 
In this way, as previously noted, europium seems to have increased the fluorescence of the ZnO 
NPs. However, the samples in which the highest fluorescence was observed were not necessarily the 
ones that had the presence of the most intense Eu related peaks (like sample H) but the ones in which 
the increase of shorter wavelength emission for visible wavelength excitation (400 nm) was noticeable 
(like sample D). 
To check the use of ZnO nanoparticles as a potential biolabel for bioimaging applications, its 
use in onion and cheek cells was tested, being the onion cell the most used. These were the cells cho-
sen for analysis because they are easy to obtain and prepare for observation on the confocal micro-
scope with the ZnO NPs. However, these cells, and in particular onion cells, also showed significant 
fluorescence/artifacts, especially on the cell wall, as can be seen in Figure 3.15, making it challenging 
to easily visualize the fluorescence that the ZnO NPs conferred to these cells. 
 
Figure 3.15 – Intrinsic fluorescence of onion (A) and cheek cells (B) when using the excitation wavelengths of 
405, 488, and 505 nm (respectively, on the images from the left to the right) on confocal microscopy, using an 
intensity of 60 % and gain of 400. 
To overcome the intrinsic fluorescence/artefacts of these cells, confocal images with the same 
used parameters were also obtained for cells without the NPs and a comparison between these was 
made. Since water was used for the NPs suspensions, it was also checked for any additional fluores-
cence attributed to water (which was not observed). The images of onion cells that allowed a better 
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contrast between the cell wall and the cell's interior were used as the control since this difference could 
vary greatly from sample to sample, being, for example, samples with higher-sized cells easier to ob-
serve the cell wall. 
To study the additional fluorescence conferred by nanoparticles to onion cells, ZnO NPs sus-
pensions, doped with different Eu concentrations, were dropped until the onion cell was covered en-
tirely. The onion cell with ZnO NPs was then left to dry. As can be seen in Figure 3.16, after the addi-
tion of the ZnO NPs into the onion cells and using an excitation wavelength of 405 and 488 nm, it is 
possible to observe a higher fluorescence when comparing with cells without ZnO NPs, being easy to 
observe a higher contrast between the inside of the onion cell and its walls. This contrast was more 
evident when using ZnO NPs doped with Eu. 
The main reason for the increase of fluorescence on the cell walls and not on the whole cell re-
sides in the fact that it is estimated that the pore size of the cell wall ranges from 5 to 20 nm. Thus, 
only NPs or NPs aggregates with diameter inferior to the pore diameter of the cell wall can easily pass 
through and reach the plasma membrane and thus, the NPs were mainly accumulated on the outside, 
between the cells walls, increasing the luminescence on these places (since all the produced NPs have 
a diameter superior to 30 nm). [69], [70] 
The same behavior was not observed when using an excitation wavelength of 555 nm (as can be 
seen in Figure 3.16), being only possible to visualize the cell walls of the sample when using high laser 
intensity. This happens due to the photons of the 555 nm laser possessing smaller energy and thus not 
having enough energy to excite the electrons and, in this way, create fluorescence. 
 
Figure 3.16 – Variation of the fluorescence intensity, when using onion cells, (from the left to the right column) 
without ZnO NPs and with 0, 5, 10 % mol. Eu ZnO and FITC, when submitted to the different laser excitations 
wavelengths (top line - wavelength of 405 nm, intensity of 0.1 mW and gain of 400; middle line – wavelength of 
488 nm intensity of 0.2 mW and gain of 400; bottom line wavelength of 555 nm, intensity of 6 mW and gain of 
400). All the images were obtained by using the same magnification. 
ZnO nanoparticles as a potential biolabel for bioimaging applications                                    29 
Another noted difference was between the fluorescence intensity observed on the cells when us-
ing the wavelengths of 405 nm and 488 nm (as can be seen in Annex Figure A. 11). Between these 
wavelengths, contrary to expectations, the 488 nm laser appears to produce higher fluorescence even 
when used lower laser intensities than the 405 nm laser. The 405 nm laser was expected to produce 
higher fluorescence since the photons of the 405 nm laser have higher energy and appeared to produce 
higher fluorescence on the fluorescence spectroscopy analyses. 
When analyzing the sample 10% mol. Eu. ZnO by using the 488 nm laser, it is possible to dif-
ferentiate the cell wall using only 0.2% (= 0.02 mW) of the laser intensity. However, for the 405 nm 
laser, it had to be used 1.5% (= 0.075 mW) of the intensity to visualize the same. 
This difference may be explained due to the used filters since the 488 nm laser uses high-pass 
filters at 490 nm and thus, an interval of only the 2 nm higher than the excitation wavelength of 488 
nm is filtered out. However, for the 405 nm laser, the filter is located at 420 nm, cutting out the wave-
length interval of the 15 nm higher than the excitation wavelength of 405 nm. In this way, less fluo-
rescence is observed for the 405 nm laser when comparing with the 488 nm laser. 
In addition to this, the higher fluorescence when using the 488 nm laser was also observed when 
using onion cells without NPs, once again indicating that the difference in fluorescence when using 
these two wavelengths may not be thanks to a higher produced fluorescence by the 488 nm laser. 
In order to attempt to quantify the improvement in luminescence on the onion cells conferred by 
the ZnO NPs, the medium gray value on the interior of the cell of several parts of each sample and 
each wavelength was measured and was subtracted to the same medium value on the cell wall by us-
ing the software ImageJ (Annex Figure A. 12). By doing so, Table 3.6 was obtained, being possible to 
verify a significant increase in the fluorescence of the cell wall with the use of ZnO NPs, especially 
when doped with Eu. However, care should be taken when analyzing this data due to the observed dif-
ferences in fluorescence between samples of the same type. 
Table 3.6 –Quantification of the luminescence conferred by different FPs to the onion cells, from the images in 
Figure 3.16. Between parentheses, the increase in fluorescence of each FP can be observed using as a unit the 
value of the control image. 
  Without NPs 0% mol. Eu. 5% mol. Eu. 10% mol. Eu. FITC 
405 nm laser 15 ± 4 (1) 74 ± 22 (x5.0) 85 ± 6 (x5.7) 118 ±27 (x7.9) 124 ± 7 (x8.4) 
488 nm laser 8 ± 1 (1) 9 ± 3 (x1.1) 23 ± 1 (x2.9) 65 ± 8 (x8.3) 60 ± 2 (x7.6) 
555 nm laser 35 ± 1 (1) 6 ± 4 (x0.2) 33 ± 11 (x1) 27 ± 5 (x0.8) - 
By analyzing Table 3.6, it is also possible to observe that FITC does not appear to produce 
higher fluorescence than the 10% mol. Eu ZnO NPs which was clearly visible when using lower laser 
intensities. One possible explanation for this is that the high intensity created by both samples may 
have reached a value close to the maximum to be distinguishable through this technique. 
So, by analyzing Table 3.6 and Figure 3.16 is possible to conclude that the europium doped 
ZnO NPs present higher fluorescence compared with the undoped ZnO NPs. To verify that the lumi-
nescence did not appear only due to the europium, an experiment using only europium was also done, 
not showing better results than the ZnO NPs (Annex Figure A. 13). In order to do this, a small amount 
of europium was placed in water, shaken and placed in the onion cells. 
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To check if the same improvement on fluorescence, when using the Eu dopped ZnO NPs, was 
also observed on other cells, human cheek squamous epithelial cells were used. The results can be ob-
served in figure 3.17. 
 
Figure 3.17 - Variation on the fluorescence intensity of cheek cells, from the left to right the column, without 
ZnO NPs, with 10 % mol. Eu ZnO or FITC, when irradiated with different laser excitations (top line - wave-
length of 405 nm, intensity of 0.25 mW and gain of 400; middle line – wavelength of 488 nm intensity of 0.5 
mW and gain of 400; bottom line wavelength of 555 nm, intensity of 0.5 mW and gain of 400). 
As can be seen in Figure 3.17, when cheek cells were used, it was also verified an increase in 
fluorescence when using the ZnO NPs, even though these samples were more difficult to prepare. 
However, unlike with the onion cells, with the cheek cells, all the tested wavelengths resulted in an 
improvement in fluorescence. 
The comparison between the use of doped ZnO NPs and the use of FITC to increase the fluo-
rescence of the cells was also made, being verified a much higher fluorescence when FITC was used 
than when the same was tested with onion cell. This difference in fluorescence when using FITC on 
cheek cells may also be attributed to other parameters like a higher cellular uptake since FITC has a 
much smaller size than the NPs. In addition to this, dimethyl sulfoxide (the solute for FITC) also ap-
peared to have some fluorescence. 
Besides directly comparing the fluorescence between FITC and the ZnO NPs, other properties 
were also compared, such as the propensity to occur photobleaching since, when compared with tradi-
tional organic fluorescent dyes, semiconductor nanocrystals have shown high stability against photo-
bleaching [30]. So, samples of onion with either FITC or ZnO 10 % mol. Eu. NPs were irradiated with 
a laser of 488 nm (most commonly used to observe fluorescence on FITC) [71]. 
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By doing so, even though, for low laser intensities no photobleaching was observed on neither 
of the samples, after applying the laser at an intensity of 6 mW for 45 min, it is clear that both samples 
presented some photobleaching. 
The photobleaching was particularly well observed on the sample with FITC, where the separa-
tion between the part of the sample that was irradiated with the laser and the part that was not is more 
evident than the sample that used the ZnO NPs, as can be seen in Figure 3.18 (being necessary to use 
higher laser intensity to observe this difference on the ZnO NPs). 
In this way, ZnO NPs seem to be less prone to photobleaching, allowing their use for longer 
amounts of time at higher laser intensities. However, even after the irradiation of the samples and the 
higher photobleaching on the FITC sample, FITC still presented higher fluorescence than ZnO NPs 
(Annex Figure A. 14). 
 
Figure 3.18 – Photobleaching effect on 10 % mol. Eu. ZnO NPs (A) and on FITC (B) when using a laser wave-
length of 488 nm and an intensity of 6 mW for 45 min. Images obtained when using the same wavelength, a gain 
of 400, and intensity of either 6 mW (A) or 0.2 mW (B). 
Another way to study the degradation of the optical properties of the samples was through the 
analyses of how these FPs lost their intensity over time while in solution. To do so, confocal images of 
the samples with the prepared solutions were taken on the day that these were prepared and after three 
weeks, being the solutions stored at room temperature and protected from direct sunlight. After three 
weeks, neither of the prepared solutions presented any deterioration of their fluorescence. The samples 
were then exposed to harsher conditions, being exposed to direct sunlight for a few hours a day for 
three days since ZnO NPs have been shown to present good stability against sunlight [30]. 
As can be seen in Figure 3.19, it was possible to verify that, while FITC revealed high quench-
ing after sunlight exposure, this was not observed for the ZnO NPs. However, after sun exposure, the 
ZnO NPs had less stability on water, being visible a higher aggregation of these. 
Even though no decrease in fluorescence was observed for the NPs not exposed to sunlight, 
tests over more extended periods of time could be of interest to verify the stability of each sample.  
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Figure 3.19 – Effect of sun light exposure on the fluorescence of 10% mol. Eu doped ZnO NPs (A) and FITC 
(B) on onion cells. 
3.3 Cost analyses of ZnO NPs synthesis  
To finalize, the cost production of the ZnO NPs was compare with the cost of FITC. It was veri-
fied that the production of 100 mg of ZnO NPs (without Eu.) has a cost of approximately 0.9 € (con-
sidering only the cost of the used chemicals) corresponding 96% of this value to the use of methanol 
and, have a cost of 11.8 € when doped with 10% Eu. In this way, Eu doped ZnO NPs produced 
through this method have a lower price, when compared with the commercial fluorophore FITC, 
which has a cost of 20 € or 40 €/100 mg (when bought in a quantity of 5 g or 0.1 g, respectively), be-
coming even more expensive when considering that FITC preferentially uses dimethyl sulfoxide in-
stead of water as solvent (which increases its cost). However, in addition to showing better optical 
properties, FITC solutions can also be used with lower concentrations obtaining good results. Never-
theless, as previously noted, the cost of production of the ZnO NPs has the potential to be much lower 
by using other methods, not to mention the great cost reduction that can be achieved by making large-
scale production.  
ZnO nanoparticles as a potential biolabel for bioimaging applications                                    33 
4.   Conclusions and Future Perspectives 
There are many different types of FPs, presenting each one different advantages and disad-
vantages. In this way, ZnO NPs may be a valuable alternative to conventional FPs due to their fea-
tures. 
Throughout this work, several different syntheses and parameters were experimented in order to 
obtain ZnO NPs with the morphological and optical properties needed for the use of these on confocal 
microscopy. By doing so, it was possible to obtain NPs with satisfactory properties through a precipi-
tation/microwave-assisted solvothermal method using sodium hydroxide and zinc acetate as precur-
sors and methanol and water as solvents. Europium nitrate was also used to dope the ZnO NPs to im-
prove their luminescence properties. 
With this synthesis, it was possible to obtain spherical NPs with diameters ranging mainly from 
20 to 100 nm, being their sizes controllable with the amount/concentration of ethanol and of the used 
precursor (NaOH). Their size, in its turn, seems to have affected the crystalline size (which has varied 
between the values of 15 and 55 nm) and band gap (varied between the values of 3.21 and 3.26 eV) of 
the NPs. Therefore, smaller NPs have smaller crystalline size and lower band gap. Some of the sam-
ples were also submitted to annealing, which led to a red-shift on the emission of these NPs when ex-
cited with a wavelength of 325 nm and also seems to favour the ion optical activation (of the europium 
doped NPs). 
The incorporation of europium on the ZnO lattice was studied through the use of several tech-
niques (such as XRD, EDXS, and fluorescence spectroscopy), and even though none of them can indi-
cate without a doubt where the europium has become localized, it was possible to verify that no new 
crystalline structures were created (after doping the ZnO with europium). It was also noted that euro-
pium seems to be well distributed on the ZnO NPs, and that europium seemed to be located in the in-
ter-grain space and on the surface of nanoparticles. Another relevant aspect is that EDXS has indicated 
that the amount of europium present on the ZnO NPs might be much smaller than the expected and 
thus, by using more efficient methods to dope the ZnO with Eu, the amount of Eu used to obtain the 
same results can be decreased. 
Regarding the morphological properties of the Eu doped ZnO NPs, some of these seemed to 
have changed their morphology, presenting a bigger dimension when doped with europium (however, 
this was not observed on all samples). 
The optical properties of the ZnO NPs were also analyzed, being verified that most of the sam-
ples presented significant differences on the PL and PLE spectra when doped with europium. The 
main differences observed were the presence of peaks associated with the europium intraionic transi-
tions and higher emission and absorbance of longer wavelengths when doped with europium. Howev-
er, when the band gap of the NPs was analysed, it was not observed major differences, being only ver-
ified an increase in the band gap of the NPs doped with europium that also presented higher dimen-
sions. Nevertheless, other tested syntheses have also presented significant differences (to the undoped 
NPs produced by the main method) even without the use of europium. 
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A more in deep study can be done to analyse how different syntheses/methods can also affect 
the fluorescence of the ZnO NPs without the use of dopants and by using different solvents, which 
could allow to obtain these NPs through more environmentally friendly methods and allow to reduce 
the production cost of ZnO NPs (with high fluorescence). The reduction of production cost can also be 
obtained by studying ways to improve the efficiency of europium doping. As an example of this, in 
future works, further tests could be done on sample J (0.6 mol NaOH RT 4% mol Eu.) to better evalu-
ate its fluorescent properties due to its good results on the steady-state macro-PL spectroscopies analy-
sis. 
The comparison between the fluorescence of different syntheses, however, presents the chal-
lenge that the intensity of emission is usually given in arbitrary units, being difficult to compare dif-
ferent studies on literature. 
Still regarding the optical properties of the ZnO NPs, some of the produced NPs were tested on 
onion and human cheek cells by using confocal microscopy. By doing so, it was verified a significant 
increase in the fluorescence of the cells conferred by the NPs, especially when the NPs were doped 
with europium. The produced ZnO NPs were directly compared with a common commercially availa-
ble fluorophore (FITC). It was observed that although the latter presents higher fluorescence intensi-
ties, it suffers from more damage when subjected to sun exposure and appeared to be more prone to 
photobleaching than the ZnO NPs.  
Another aspect that could be of interest to study is the toxicity of these NPs and how selective 
these NPs are toward different cells. In particular, between healthy and cancer cells since, for instance, 
ZnO NPs have been reported to present anti-cancer properties and thanks to their fluorescence, the 
higher selectivity of these NPs towards cancer cells could be directly observed/studied by using fluo-
rescence microscopy.  
To finalize, through this work, it was possible to increase the luminescence of ZnO NPs for 
longer wavelengths than U.V. and even though the use of ZnO NPs on biological samples still present 
several challenges, due to the advantages mentioned above (which are not present in most of the other 
PFs) ZnO NPs may have a bright future on bioimaging and theragnostic, helping to find better ways to 
study and combat diseases. 
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Annexes 
Annex A – Different used syntheses 
• First tested method: 
- Based on the article “Tuning the luminescence of ZnO:Eu nanoparticles for applications in 
biology and medicine”[38]: 
1. Use of 24 or 20 ml of Zn(NO3)2·6H2O, 10 or 25 mM. 
2. Addition of 1 or 5 ml of a 1 M solution of NaOH and the solution was stirred with a magnet. 
3. The solution was placed in the microwave in a reaction vessel and heated to 140 ºC for 10 
minutes with a power of 100 or 150 Watts and cooled down to 50 ºC. 
4. Then precipitated product was collected to centrifuge tubes and washed twice with water and 
twice with IPA using 4000 rpm centrifugation for 1 minute each time. 
5. The obtained nanoparticles were left to dry and then analyzed through SEM. 
 
• Second tested method: This was the main method used to synthesize the ZnO NPs and is de-
scribed in materials and methods. 
 
• Third tested method: 
- Based on the article “Microwave accelerated one-minute synthesis of luminescent ZnO quan-
tum dots”[48]: 
1. The starting precursors Zn(OAc)2 and LiOH were used as received without further purifica-
tion. 
2. The solvent used for synthesis was absolute ethanol. 
3. In a typical synthesis, 30ml of 0.05M Zn(OAc)2 was mixed with 30ml of 0.05M Li-
OH in a sealed vessel under magnetic stirring. 
4. The reaction was initiated by microwave irradiation with magnetic stirring. 
5. The microwave power was 50 W and the solutions, with a volume of 20, 15, or 10 ml, 
were heated up to 75°C or 100º, and then the temperature was maintained for one or 
five minutes with high magnetic stirring. 
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• Forth tested method: 
- Based on the article “ZnO nanospheres based simple hydrothermal route for photocatalytic 
degradation of azo dye”[48]: 
1. 16 mL of 1M or 2.1M KOH solution was mixed with 80 mL of ethylene glycol under regular 
and stable stirring using a magnetic stirrer. 
2. Then, 16 mL of 0.4 M Zn(NO3)2.6H2O solution was added. 
3. The mixture was stirred for some time. 
4. Different amounts of CTAB were added to part of the obtained solution, each part of 25 ml, to 
monitor the nanostructure morphology of the ZnO particles. 
5. This mixed solution is put in the microwave for 5 or 15 min. 
6. After the reaction was accomplished, the solution was cooled, the white nanomaterial powder 
was centrifuged and washed several times with water and IPA and was air-dried. 
 
• Fifth tested method: 
- Based on the article “Synthesis of ZnO nanoparticles using surfactant free in-air and micro-
wave method”[46] and “Synthesis of ZnO nanoparticles and study of their antibacterial and 
antifungal properties”[49]: 
1. The synthesis was carried out using zinc sulphate heptahydrate and sodium hydroxide as pre-
cursors. 0.1 M ZnSO47H2O and 0.4 M NaOH aqueous solutions were mixed. 
2. The resulting mixture was vigorously stirred. 
3. Some solutions were put in the microwave oven for 1 or 2 min. 
4. The white product obtained through centrifugation was thoroughly washed with distilled water 
and dried in the air. 
 
• Sixth tested method: 
- Based on the article “Template-free solvothermal synthesis of ZnO nanoparticles with control-
lable size and their size-dependent optical properties”[45]: 
1. In a typical sample preparation, 7.5 mmol of Zn(CH3COO)2∙2H2O was put into a 75 mL 
mixed solutions of anhydrous ethanol and ethylene glycol (EG), with a volume ratio of 
50:25 ml. 
2. The mixture was stirred to form a homogenous solution and then transferred into a microwave 
and heated at 140 °C or 100°C for 10 or 20 min. 
3. The solution was cooled to room temperature. The products were collected and washed with 
deionized water and IPA before being air-dried. 
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• Seventh tested method: 
- Based on the article “Synthesis of stable dispersion of ZnO quantum dots in aqueous medium 
showing visible emission from bluish green to yellow”[22]: 
1. In a typical synthesis, 0.1 M zinc acetate solution by dissolving 0.55 g of zinc acetate in 25 ml 
of methanol and 1 M KOH solution by dissolving 2.8 g of KOH in 50 ml methanol were pre-
pared separately. 
2. The reaction was carried out at room temperature by dropwise addition of KOH solution to 
zinc acetate solution with constant stirring. 
3. The final pH of the solution was maintained at 10. 
4. The resulting solution was homogenized by stirring continuously for 1 h with a magnetic stir-
rer. 
5. The solution obtained was found to show bright bluish-green luminescence under UV excita-
tion, thereby indicating the formation of ZnO particles. 
6. At this stage, 0.25 ml of tetraethylorthosillicate (TEOS) solution (98%, ACROS, USA) was 
added to the ZnO solution to control particle growth. 
7. Immediately after this, 0.5 ml of distilled water was injected into the colloidal solution for 
mild sol-gel reaction of silica on particle surfaces. 
8. The as-prepared colloid was separated by centrifuging and washed several times by methanol 
followed by distilled water to remove unreacted molecules. 
 
• Eighth tested method: 
- Based on the article “Defect Engineering of ZnO Nanoparticles for Bioimaging Applica-
tions”[21]: 
1. 1 g of Zinc acetate dihydrate was used as the zinc source and 50 ml diethylene glycol 
(DEG) as the solvent. 
2. 2 g of polyvinylpyrrolidone (PVP) were added to the previous solution and the solu-
tion was heated to 80 ºC being 0.5 ml of water added afterward and the solution was 
re-heated to 150 ºC. 
3. Once the solution cooled to room temperature, the samples were centrifuged and 
washed with water and IPA. 
4. After being dried, the NPs were annealed in air at temperatures of 550 ºC. 
 
 




ZnO nanoparticles as a potential biolabel for bioimaging applications                                    45 
Annex B – Additional figures 
 
Annex Figure A. 1 – Schematic of the ZnO synthesis by the main method used throughout this dissertation. 
 
Annex Figure A. 2 - Preparation of the onion cells on the microscope slide. 
 
Annex Figure A. 3 – Different colors between the samples not annealed and annealed; A – Sample 
unannealed, B and C – Samples annealed. 
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Annex Figure A. 4 – Observable fluorescence of the ZnO NPs when submitted to U.V. radiation; 
A – Represents the fluorescence visualized on most samples, B – NPs obtained by method 7. 
 
 
Annex Figure A. 5 - A) ZnO NPs 5% mol. Eu. B) ZnO NPs 0.6 mol. NaOH RT 4%mol.Eu. 



















Annex Figure A. 6 – DRX diffractograms obtained for the syntheses 4, 5, 6, 7, and 8. Even though 
the ZnO peaks are not well observed on synthesis 7 this was identified as ZnO. 
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Annex Figure A. 7 - Variation of the band gap with the crystallite size for the NPs produced by the 
main method (including the annealed NPs). 
 
 
Annex Figure A. 8 - Graphs obtained for the band gap calculation of the samples doped with 
10% mol. Eu when used different microwave time and temperatures. 
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Annex Figure A. 9  – Variations on the fluorescence intensity of the ZnO NPs obtained between dif-
ferent measures of the same tested sample (10% mol. Eu). 













 0% mol. Eu
 10% mol. Eu
 Synthesis 7
 
Annex Figure A. 10 – Different intensities obtained for the NPs produced by the main used syn-
thesis and synthesis 7 for an excitation wavelength of 380 nm. 
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Annex Figure A. 11 – Comparison between the fluorescence of the 10% mol. Eu ZnO NPs when 
used a 405 nm laser (A) and a 488 nm laser (B) with 0.05 mW. 
 
 
Annex Figure A. 12 – Illustrative figures of how the medium gray values on the cell wall (A) and 
interior of the cell (B) were done. 
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Annex Figure A. 13 – Fluorescence observed when used a suspension of europium in water in-
stead of the Eu doped NPs on the onion cells when using a laser of 405 nm at 2% (A) or a laser of 
488 nm at 2% (B). 
 
 
Annex Figure A. 14 – Comparison between the use of 10% mol. Eu doped ZnO NPs without pho-
tobleaching (A) and FITC after being exposed to the 488 laser for 45 min. (B). 
 
 
